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WicreBlaTast Protocel. UDT - Gram negative
OBJECTIVE: i

This test is designed to subsiantiate disinfactant effectiveness claims for a produdt to be
registerad with the Environmental Protectiun Agency. It measures the potential of the
test material to disinfect hard surfaces ccntaminated with bacteria. The tast follows
Official Methads of Analysis, Fifteenth edition, 1990, AQAC; is required by EPA
DIS/TSS 1 & 2; end will be conducted undei EPA GLP regulations (40 CFR §180).

TESTING CONDITIONS:

A totai of ten raplicates per lot of test matarial will be evaluated using two lots of test
material. Escherichia coli cultures dried on stainless steel penicylinders will be exposad
to the tes! material ai the temperaturs and for the time stipulated by the sponsor. The
carriers will ba removed from the last solution, nautralized and culured.

MATERIALS
A, Test agents suppliad by tha sponsor see last page.

The test substance is tested as supplied by the eponsor unless directed
olherwise. All operations parformec on the test substance such as dilution or
specialized atorage conditions muet by specified by the sponsnr prior to the

initiation of testing.

The sponsor assures MicroBlaTest, inc, testing facility management that the test
substance has been appropriately tested for identity, strength, punty, stability,
and uniformity as applicable,

MicroBioTest will retaln all unused test materiais for a period of three months
after completion of the test, then discard them it a manner that meets the

approval of the safety officer. :

MicroBioTest, Inc.
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\McroBie Test Protocol. UDT — Gram nagative

B Matenals supplied by MiciaBicTest 1hc. inciuding, but not limitad to-
1. Chalenge microcrganism, req sested by the cliert.
Escherichia coli, ATCC 11223 /
2. Media and reagents:
a. Nutrient Agar plates {NA)
b. Nutrient Broth (N8)
c. Agparagine solution, G.1%
d. Sodlum hydroxide soiution, 1N (NaOR)
@ Recovery Broin (NB or Fluid Thioglycoliate Medium)
f Recovery broth with neutrakizer (Fem )
g.  Deionized water (D!} ™0 oM fﬂ{ 3"}‘”
h. Phosphate Buffered Suline {(PBS) with 1% Polysorbate 80
1. Heat-inactivated horse serum (if required)
3 Laboratery equipment and supplies including polished stainiess steel
penicylinders
EXPERIMENTAL DESIGN:
A Inocula preparation.

Bacteria from stock cuitures will be transferred into NB using & 4-mm loop and
incubated at 37+2C. Daily transfers. will be made for at least three consecutive
days (but no more than 30). Tubes of 10-mL NB wili be inoculated with one
toopful of inoculum per tube and inc.abated at 37+2C. After 48-54 hours, cultures
will be used for contaminating the carrlers. The NB cultures wilt be poocled into @

sterile flask.

The inocula will be agittated on . Vortex-lype mixer for 3-4 seconds. The
Inoculum will pe allowed to set for t2n minutes then decanted into a sterlle flask,

lsaving all reaidues in the original Jask. Twenty-mL aliquots will be transferred
into sterile ubes with mixing of the inoculum between transfers.

MicroBioTest, Inc.
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B. Carrier preparation.

" The carriers will be soaked overnight In 1N NaOH, rinsed with tap water until a
neutral pH 15 raached, then rinsed twice with DI. Cleaned carriers will be placed
in mullipies of 10 into tubes, covaled with 0.1% asparagine solution, steam-
sterilized for 20 min at 121C, cooled And stored at room temperature until use.

The carriers will be placed Into the troth cultures and remain in contact with the

inocula (20 carriers per tube of 20-mL Inoculum) for 15 min at ambient

tamperature, then they will be remaoved from the broth and placed into sterlie,
. Patri dishes matted with fiiter paper, and dried at 3742C for 40 min.

C. Test material preparation:

The disinfectant will be prepared ancording 1o the sponser's specifications and
dispensed in 10-mL aliquots into sterile 25x150 mm test tubes. The tubes will be
placed in a water bath and aliowed to come to test temperature for at least ten

minutes befora testing.

D. Test:

Tubes containing the test material wil be maintained at the ternperature specified
by the sponsor throughaut the test One contaminated carrier will be added to
each tube; the tube swirlad to mix; and the carries aliowed to remaln in contact
with the test agent for a time spacified by the sponsor of the study. After the
exposure time, the carriers will be removed, transferrad to neutralizing broth and
the tubes will be thoroughly shakea. All tubes will be incubated at 37+2C for
4842 hr and tha resuits recorded as visibie growth (+) or no visible growth {=).

E. Controls:
1. Neulrailzer sffectiveness:

Three tubes containing ten mL of one of the test material lots wiil be
allowed to equilibrate to 51x1C for at least 10 min. A single sterile carrier
will be added to each tube ard held for the same time as the test carriers.

After the exposure time, each carrier will be added to a tube containing
recovery broth with neutraizees and fewer than 100 CFU of the chailange

microarganism will be added to each tube.

W
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PRODUCT EVALUATION CRITERIA:

According to EPA, the compound passes the test if thera is no visible growth observed
in any of he subcuiturs proths (0710) for any ot of tast material and the controis meet

the stipulated resistance critena.

TEST ACCEPTANCE CRITERIA:

The test will be acceptacle for evaluation of the test results if the crileria listed balow are

satisfied. The study director may censider other causes that may affact test reliability
and accaptance. .

. The carrier counts shoiiid be at least 10* CF Uicarrier.

DATA PRESENTATION:

The final repart will inciude the following information.

. The number of positive carriers per fot.
. The average colony-forming unite per carrier
REPORT FORMAT:

MicroBloTest amploys a standard report format for each test design. Each final report
prowvides the following information:

. Sponsor identification and teat material identification
. Type of test and project number

J Dates of study intiation and completion

. interpretation of results and conclusions

. Tast results
) Mathods and evaluation criteria
. Signed Quay Assurance and Compliance Statements

MicroBioTest. inc.
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STUDY DATES:

The anticipated date of study initiation (date: when the study director signs the pratocol)
is upon receipt of test material and letrer of authorization with a purchase arder number
and a signed protocol. The date for submissien of the final report to the sponsor will be
within one month of laboratory phase completion. The date the study director signs the
final raport is the study completion date.

RECORDS TO BE MAINTAINED:

All raw data, protocol, protocol modifications, test material records, final report, and
correspondence relevant Lo this study, beiween MicroBioTest and the sponsor will be
atored in the archives at MicroBloTest, Inc., 1056 Carpenter Drive, Sterling, VA 20164.

All changes or ravigions to the approved protocot will be documented, signed by the
study director, dated and maintained with this protocol. The sponsor will be notifled of
the change, resclution, and Impact on the s{udy as soon as practicai.

The proposed experimental start and {@rmination dates; additlonal information about the
test agent; and the type of neutralizer(s) to be employed in the test will be addressed in

a project sheet issued separately for each :tudy.
PERSONNEL AND TESTING FACILITIES:
A study director will be assigned befcre initiation of the test. Resumes for technical

personnel are maintained and are avaliabie on request. This study will be conducted at
MicroBioTest, inc., 1058 Carpentar Dnve, Sterling, VA 20164,

MicroBioTest. Inc.
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MISCELLANEQUS INFORMATION:

The foliowing information is o be completed by sponsor's representative’

A Name and address: DISHWASHER MAGIC LLC.
P.O. Box 41
Wyckoff, NJ 07481
B.  Testagent Dishwasher Mag,g/
D " _ 2
rstlotNo: 2 1012 -1 “zngtotNo. -Ll-;-i%mi—@-?—
- RONC LOT
Active ingredient: Citrig Acid |2 - !20 IZ oV d?" 5/&7/“
COEP.EcﬂbN 711
Dilution to be tested: 12 punces into 7.guants Dituent 400 ppm Hard Vater
Exposure tims: 12 minuteg Exposure temperature: §1£1C
c.  Organic load: [ 5% serum (added to inoculum)
D. Precautionaryfstorage conditions: see MSDS and Certificate of Analyais
REPORT HANDLING:

This information is tc be: [} submitted to the gPA [ submitted to the FDA

[ ] used for internal purposes only
(] Other:

PROTOCOL APPROVAL.:
Sponsor: Date: 3/75//

Study Diractor: /Z d fj_//%?’——mfj/b/

Aep. Sfonsel .
[ 5]23/0)

MicroBioTest, Inc.
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